. Analysis of ARF1 expression during osteoclast differentiation. The mRNA and protein levels of ARF1 during osteoclast differentiation were determined using RT-PCR and immunoblot analysis (IB). β-actin and Gapdh were used as loading controls. Figure S2 . ARF1 knockdown by shRNA in osteoclast precursors and mature osteoclasts. (A) Osteoclast precursors were infected with lentiviruses expressing four independent mouse ARF1 shRNAs (#1-#4) or pLKO.1-puro empty control particles as described under "Materials and methods". After 2 days of puromycin selection, the efficacy of shRNA-mediated ARF1 knockdown was determined by RT-PCR analysis. Among them, ARF1 knockdown by shRNA #2 showed the most efficient inhibition of ARF1 expression; (B) Osteoclast precursors infected with lentiviruses expressing ARF1 shRNA #2 were selected and further treated with M-CSF (30 ng/mL) and RANKL (100 ng/mL) for 4 days. The mRNA level of ARF1 in mature osteoclasts was determined by RT-PCR analysis. Gapdh was used as a loading control; (C,D) Validation of the effect of ARF1 knockdown on osteoclast precursor differentiation and proliferation using shRNA #4. (C) Osteoclast precursors infected with ARF1 shRNA #4 lentiviral particles with 70% confluence (2 × 10 4 cells per well in 48-well plates) were cultured with M-CSF (30 ng/mL) and RANKL (100 ng/mL) for 3 or 4 days as indicated. TRAP(+) MNCs representing more than 3 or 10 nuclei were counted and photographed using a light microscope. Data are mean ± SD (n = 3) and representative of at least three experiments. * p < 0.01; (D) Osteoclast precursors infected with ARF1 shRNA #4 lentiviral particles (closed circles) or pLKO.1-puro empty control particles (open circles) were cultured with M-CSF (30 ng/mL) for the indicated times, followed by colorimetric MTT assay. * p < 0.01
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S3

